Preparation of GFP 1-10 for in vitro assays
Bacterial cell culture A solution of purified GFP 1-10 needs to be prepared to perform in vitro detection of GFP 11 fusion proteins. The engineered GFP 1-10 is ~50% soluble, and the inclusion body fraction is processed to take advantage of the enrichment and partial purification afforded by using inclusion bodies. A 3-mL overnight culture is used to inoculate 500 mL Luria-Bertani broth containing 35 μg/mL kanamycin. GFP 1-10 expression is induced in the exponential phase (2 h after inoculation) with 1 mM IPTG for 5 h at 37°C (this forces the GFP 1-10 to aggregate into inclusion bodies). After centrifugation, cell culture pellets are resuspended in 15 mL 100 mM pH 7.4, 0.1 M NaCl, 10% glycerol (v/v, TNG buffer) , sonicated, and centrifuged again to recover pellet cell debris containing crude inclusion bodies (discard supernatant).
Inclusion bodies purification
Ten milliliters protein extraction reagent (e.g., Bugbuster, Novagen, EMD Chemicals, Gibbstown, NJ, USA) are added to the pellet and sonicated to resuspend the crude inclusion bodies. After centrifugation at 8,000× g for 20 min, the supernatant is removed. Three of these Bugbuster washes are performed, followed by two washes with 10 mL TNG buffer (this step enables residual detergent from the pellet mass). The pellet is weighed and resuspended in appropriate TNG volume to obtain a concentration of ~37.5 mg/mL washed pellet. Inclusion bodies are resuspended by sonication and dispensed into 1-mL aliquots in 1.7-mL microcentrifuge tubes.
After centrifugation, the supernatant is removed. The pellet can be stored at -80°C for several months.
Preparation of GFP 1-10 reagent for assay GFP 1-10 inclusion body pellet is dissolved by adding 1 mL 9 M urea containing 5 mM DTT and by incubating the tube in a 37°C water bath to help dissolution of the inclusion bodies. After complete dissolution, the microcentrifuge tube is centrifuged for 1 min at 16,000× g to remove any aggregated material, and the supernatant is transferred into a 50-mL Falcon tube containing 25 mL TNG buffer. The solution is mixed gently by inversion and filtered through a 0.2-μm syringe filter. This solution is ready to use for in vitro protein quantification assays. The remaining solution may be stored up to 2 weeks at -20°C.
Supplementary Materials For:
One-step split GFP staining for sensitive protein detection and localization in mammalian cells Fixed and permeabilized cells were incubated with GFP 1-10 at three temperatures: 4ºC, RT, and 37ºC. Fluorescence was measured by FACS at different time points (left column). Signal/noise ratio is indicated for each data set in a third column by dividing mean fluorescence intensities of transfected cells (N2A-MeCP2-GFP11) and control cells (N2A). 
